Abstract: Ischemia-reperfusion injury is an important cause of liver damage occurring during surgical procedures including hepatic resection and liver transplantation, and represents the main underlying cause of graft dysfunction and liver failure post-transplantation. To date, ischemia-reperfusion injury is an unsolved problem in clinical practice. In this context, inflammasome activation, recently described during ischemia-reperfusion injury, might be a potential therapeutic target to mitigate the clinical problems associated with liver transplantation and hepatic resections. The present review aims to summarize the current knowledge in inflammasome-mediated inflammation, describing the experimental models used to understand the molecular mechanisms of inflammasome in liver ischemia-reperfusion injury. In addition, a clear distinction between steatotic and non-steatotic livers and between warm and cold ischemia-reperfusion injury will be discussed. Finally, the most updated therapeutic strategies, as well as some of the scientific controversies in the field will be described. Such information may be useful to guide the design of better experimental models, as well as the effective therapeutic strategies in liver surgery and transplantation that can succeed in achieving its clinical application.
Ischemia-Reperfusion Injury, an Unresolved Problem in Clinical Practice
Ischemia-reperfusion (I/R) injury is a two-stage phenomenon in reduced blood flow to an organ, resulting in hypoxia, causes cell damage, which is then exacerbated upon restoration of oxygen delivery [1] . Hepatic I/R injury, an inherent phenomenon in liver resection or liver transplantation (LT) is associated with post-operative morbidity and mortality [2] . Adverse outcomes due to hepatic I/R injury persist as a major unresolved problem in clinical practice. The mechanisms responsible are extremely complex, involving a great number of cellular components, factors and mediators (reactive oxygen species (ROS), neutrophil infiltration, and microcirculatory dysfunction, among others) [1] [2] [3] [4] [5] [6] . To date, research data have produced several controversies, and even discrepancies, in our understanding of this pathology. Of particular interest, studies suggest that the type (cold or warm), extent (partial or total) and duration/timing of ischemia (from minutes to hours) of ischemia, together with the occurrence of liver regeneration (associated with liver resection), may all alter the In human hepatic resections with a warm ischemia lasting less than 75 min, subsequent liver function was only mildly impaired. However, after prolonged ischemia, hepatic functions are compromised, especially in non-healthy livers such as those exhibiting the characteristic of steatosis [27, 28] . In line with this, in human LT a long ischemic period is a predictor for post-transplantation graft dysfunction, and some transplantation centers hesitate to transplant liver grafts that have been preserved for more than 10 h. However, primary organ dysfunction can also result from LT following shorter ischemic periods. In LT following cold ischemia, the mechanisms responsible for hepatic I/R are, similarly, dependent on its duration [29] . Thus, in the experimental model of LT, xanthine dehydrogenase/xanthine oxidase (ROS generation system) plays a crucial role in I/R injury at 16 h of cold ischemia, conditions under which significant conversion of xanthine dehydrogenase to xanthine oxidase occurs (80-90% of xanthine oxidase). However, xanthine dehydrogenase/xanthine oxidase does not appear to be crucial in shorter cold ischemic periods, such as 6 h [29] . Moreover, oxidative stress in hepatocytes and the stimulatory state of Kupffer cells after I/R also differ, dependent on the duration of ischemia. In sum, the mechanisms of liver damage and consequently the design of specific strategies for protecting against liver I/R injury, are dependent on the duration of ischemia.
The mechanisms responsible for hepatic I/R are dependent on the condition of the liver (steatotic versus non-steatotic ones). Hepatic steatosis is defined as lipid accumulation in hepatocytes and occurs frequently in both cadaveric and living donors (reported in between 9% and 26% of donors) [30] [31] [32] . Hepatic steatosis is a major risk factor for liver surgery since steatotic livers show comparatively impaired regenerative responses and reduced tolerance to I/R injury. Hence, steatosis is associated with an increased complication index and post-operative mortality after major liver resection and LT. Unilateral and combined causes of hepatic steatosis include obesity, older age and alcoholism [33] . Two types of hepatic steatosis have been described: (1) Macrovesicular steatosis, in which the fat vacuoles occupy most of the hepatocytes cytoplasm and displace the nucleus peripherally; (2) Microvesicular steatosis, where the vacuoles are smaller and have a centrilobular distribution. The intracytoplasmic fat droplets increase hepatocellular volume, which induces distortion and narrowing of the sinusoids and causes alterations in liver microcirculation [34] . Severity of steatosis is graded as mild < 30%, moderate 30-60%, and severe > 60%.
Livers with macrovesicular steatosis are more intolerant to ischemic damage than those with microvesicular steatosis [35] . Thus, transplantation outcomes are not affected by hepatic microvesicular steatosis, regardless of its severity. In macrovesicular steatosis, the use of grafts with moderate steatosis is controversial because some reports have shown an association with increased incidence of primary nonfunction following LT [7] whereas, other authors have reported excellent results [36] . Severe macrovesicular steatosis precludes organs from being used in transplantation because of a high risk of graft failure [35] . Indeed, some highly vigilant transplant programs even exclude donors with mild macrovesicular steatosis [37] . Given the wide variety of observations reported, we consider transplant dysfunction to be multifactorial, meaning that graft steatosis cannot be isolated as the only cause of dysfunction or initial nonfunction after LT [38] . In fact, a large study (5051 patients) showed that when cold ischemia extends beyond 11 h, macrovesicular steatosis for only 20% is associated with an increased risk of graft loss [39] . Thus, organs with >30% steatosis are used only if other known risk factors are controlled i.e., donor age < 40 years, short cold ischemia time of <5 h, and non-circulatory cause of death [37, 40] .
The presence of steatosis is associated with an increased mortality risk between 2% and 14%, following liver resection surgery [41, 42] . Indeed, all grades of steatosis significantly predicted post-operative complications. Among patients with hepatic steatosis, cholestasis was a significant risk factor for mortality after liver resection [41] . Clinical studies indicate that livers with mild to moderate hepatic steatosis is associated with exacerbated damage when compared to healthy livers [43] . Clinical studies of 135 liver surgery patients indicated mortality rates of 7% and 14% in those with mild steatosis (<30%) and moderate to severe steatosis (>30%), respectively [44] . In addition, those with moderate to severe steatosis suffered more from post-operative hepatic dysfunction. Different studies, including a meta-analysis of 1000 patients, revealed a twofold increase in post-operative morbidity rates among steatotic patients and an almost threefold risk of mortality for those with the severest form of steatosis, following hepatectomy [45, 46] . In a study of 2715 patients, 927 of whom presented with steatosis, Hamady et al. found that patients with liver steatosis run a substantially higher risk of post-operative liver failure [47] . These studies confirmed separate reports of increased morbidity associated with steatosis in patients undergoing major hepatic resection and further, that patients with macrosteatosis had increased mortality and morbidity incidences, over those with microsteatosis. Contrarily, no statistically significant increase in postoperative complications could be observed following major hepatectomy in obese steatotic patients compared with matched non-obese, non-steatotic controls [48, 49] . The largest single-center review of liver surgery outcomes was reported in 2002, by Jarnagin et al., who looked at 1803 hepatic resections. Steatosis was identified in 325 patients and, in contrast to other reports, did not affect post-operative outcomes. The authors attributed their different results to the relatively small number of steatotic patients compared to those with healthy livers, in addition to difficulties in optimizing techniques for the evaluation of hepatic steatosis [50] .
The inflammation inherently associated with liver I/R is exacerbated by the presence of steatosis. Oxidative stress, impairment of microcirculation, neutrophils and endoplasmic reticulum stress have been implicated in the increased susceptibility of steatotic livers to I/R injury [51, 52] . The angiotensin-converting enzyme inhibitor-Angiotensin II-angiotensin II receptor and angiotensin-converting enzyme 2-Angiotensin-(1-7)-Mas receptor axis play a major role in non-steatotic and steatotic grafts, respectively [53] . We observed that, compared with non-steatotic liver, the presence of steatosis resulted in reduced retinol-binding protein 4 and toll-like receptor 4 (TLR4) levels and increased peroxisome proliferator-activated receptor γ levels [54, 55] . The vulnerability of steatotic livers subjected to ischemia is also associated with reduced adiponectin and resistin levels [56] . In contrast to responsive programmed apoptosis observed in non-steatotic livers following I/R injury, it has been reported that hepatocytes with fatty infiltration developed massive necrosis. This may be due to low ATP production and dysfunction among the regulators of apoptosis [57] .
Moreover, in addition to damage and regenerative failure in the liver, I/R injury also induces a systemic inflammatory response in extra-hepatic organs. Both the anhepatic phase of LT and the vascular occlusion used in hepatic resection result in splanchnic congestion, affecting the intestine and lungs, among other organs [58] [59] [60] [61] [62] . It is, therefore, clearly of clinical and scientific importance to develop protective strategies in liver surgery [63] .
Inflammasome and Its Implications in Liver Disease
The term inflammasome refers to large intracellular multi-protein complexes that detect intracellular danger and respond to pathogenic and other threats [64] . Complexes are characterized by three main components: (a) an intracellular receptor, such as nucleotide-binding oligomerization domain (NOD)-like receptors (NLR) or absent in melanoma 2 (AIM2)-like receptors; (b) the apoptosis-associated speck-like protein containing a caspase recruitment domain (ASC) that links two other components together, an amino-terminal pyrin domain and a carboxy-terminal caspase recruitment domain (CARD); and (c) an effector protein that is often pro-caspase-1 [65] [66] [67] [68] [69] .
Since inflammasome activation induces an inflammatory response, it must be tightly regulated. With a few exceptions, activation of most inflammasomes is thought to be a two-step process: firstly, TLR or interleukin-1 receptor (IL-1R) signaling triggers the expression of inflammasome components (NLRs, ASC, pro-caspase-1, pro-interleukin-(IL)-1β, and pro-IL-18); secondly, damage-associated molecular patterns (DAMPs)-and pathogen-associated molecular patterns (PAMPs)-mediated signaling initiates production of the multi-protein NLR inflammasome, which entails pro-caspase-1 activation and cleavage of pro-IL-1β and pro-IL-18 into their mature forms [70, 71] . Secretion of these cytokines causes immune cells, especially neutrophils and macrophages, to intervene, instigating inflammation of damaged tissue (Figure 1 ) [72] [73] [74] . IL-1β may further activate the IL-1β-receptor leading to amplification of inflammasome signaling [70, 71] . In addition, affected tissue undergoes both apoptosis and another inflammation-related cell death named pyroptosis (a rapid inflammatory form of lytic programmed cell death), after the inflammasome activation [72, [74] [75] [76] . A recent publication suggests that the priming step is required only for activation of NLR pyrin domain containing protein 3 (NLRP3), not the other inflammasomes such as NLR-family CARD domain containing protein 4 (NLRC4) or AIM2 [77] . In NLRP3, the first step of inflammasome construction prepares the cell, and it is only after the recognition of an NLRP3 activator that NLRP3 is fully activated and inflammasome formed. Although most pattern recognition receptors have limited specificity for one or a few related PAMPs or DAMPs, NLRP3 is unique in that it is activated by a wide variety of unrelated stimuli, including bacterial and viral infections, as well as by sterile inflammation mediated by endogenous DAMPs [69] . All these activators induce cellular stress; cellular stress is then sensed by NLRP3. However, specific elucidation of the mechanisms by which NLRP3 senses cellular stress and which pathways are marshalled to culminate in full NLRP3 activation and inflammasome formation has yet to be articulated [69] .
The function of AIM2 in the inflammasome is sensing cytosolic dsDNA [78] [79] [80] . It is activated by bacterial, viral or host DNA and can directly bind to its ligand, thus potentially being implicated in the pathogenesis of autoimmune diseases by recognizing the mammalian DNA [78] [79] [80] [81] . Signaling triggers caspase-1 activation [78] [79] [80] . Caspase-1 activation can also occur as a result of inflammasome activation by dsRNA via the helicase receptor RIG-I, after association with the inflammasome adaptor molecule ASC [77, 82] .
NLRC4 inflammasome is activated by the flagellin of Gram-negative and Gram-positive bacteria or the type III secretion system of Gram-negative bacteria [83] [84] [85] . Zhao et al. have reported other NLR proteins, such as murine NAIP5 and NAIP2, interacting with the bacterial flagellin and the type III secretion system rod components, respectively, to promote NLRC4 activation and inflammasome formation [86] . Certainly, the type III secretion system needle subunit is recognized by human NAIP [77, 86] . However, further exploration is needed to plot the individual and related processes leading to NRLC4 inflammasome activation.
It is known that various types of inflammasomes, such as NLRP1, NLRP2, NLRP3, NLRP6, NLRP10, and NLRP12, have been expressed in different hepatic diseases [64, 72] . DAMPs and PAMPs can trigger the activation of inflammation in hepatic I/R [70, 72, 87, 88] . We do not yet fully understand the specific context in which DAMPs activate inflammasome, however, it seems that the abundance of each DAMP is dependent on the type of injury inflicted to the hepatocytes [70] . DAMPs have been widely evaluated for their role in hepatic I/R and are the best-characterized inflammasome-activating signals in liver disease. They are mostly derived from damaged hepatocytes and include ATP, uric acid, cholesterol crystals, palmitic acid, DNA fragments, fatty acids and ROS. In contrast, PAMPs are mostly derived from the gut, due to gut alterations microbiota composition and increased permeability during splanchnic congestion. But, studies have yet to elucidate the role of PAMPs in hepatic I/R [64, 70, 88] .
Studies of liver disease may be related to individual risk factors or combinations of different pathogens and the immune response to the presence of threat. Among these, NLRP3 inflammasome has been implicated in both alcoholic and non-alcoholic steatohepatitis. Chronic administration of ethanol in mice increased hepatic levels of IL-1β, pro-caspase-1, ASC and NLRP3 [88] . Hepatic mRNA levels for NLRP3, ASC, and caspase-1 are up-regulated in experimental models of non-alcoholic fatty liver disease, but full activation of inflammasome has only been evidenced in non-alcoholic steatohepatitis [89] . In patients with alcoholic liver disease or non-alcoholic steatohepatitis, increased hepatic levels of inflammasome components together with increased serum levels of IL-1β have been reported and associated with liver damage in alcoholic liver disease [70, 90, 91] . Inflammasome activation and IL-1β generation have also been correlated with liver fibrosis [92] . Accordingly, constitutive activation of NLRP3 activated hepatic stellate cell and increased collagen deposition. In hepatitis B, elevated hepatic expression of the inflammasome AIM2 correlates inflammation and with the expression of caspase-1, IL-1β and IL-18 [70, 93] . Hepatic damage induced by paracetamol overdose has been linked to inflammasome activation, as mice deficient in NLRP3, caspase-1, or ASC are protected against damage [94] . Down-regulation of the components of NLRP3 inflammasome in patients with hepatocellular carcinoma (HCC) correlates with advanced stages [95] . Conversely, luteoloside suppressed metastasis of HCC cells via NLRP3 inflammasome inhibition [70, 96] .
Only a limited number of treatments such as caspase inhibitors, and IL 1β action inhibitors are available for liver diseases [64] . IDN-6556173 and PF-03491390174 (pan-caspase inhibitors) have been evaluated in human liver diseases. In LT, the addition of IDN-6556 in preservation solution protected liver grafts against I/R damage and inflammation. Furthermore, in patients infected with hepatitis C virus, IDN-6556 and PF-03491390 decreased hepatic damage, with no reduction in hepatitis C virus viral load. However, inflammasome components were not studied in such clinical studies based on LT [97] [98] [99] . In an experimental model of alcoholic liver disease, anakinra (an IL-1R antagonist (IL-1RA)) attenuated liver steatosis, inflammation, damage and fibrosis [64] . Some drugs already in clinical use can inhibit inflammasome activation, including glyburide (used for type 2 diabetes mellitus), a specific inhibitor of the NLRP3 inflammasome and probenecid, a P2 × 7 receptor inhibitor. The diarylsulfonylurea compound Mcc950 has been considered the most potent and specific NLRP3 inhibitor. Mcc950 specifically inhibits NLRP3 inflammasome activation in preclinical liver diseases, including steatohepatitis but a phase II clinical trial of Mcc950 for rheumatoid arthritis was suspended owing to hepatic toxicity [69, 100] .
Relevance of Inflammasome in Hepatic Ischemia-Reperfusion Injury
To gain better understanding of the pathophysiology of hepatis I/R, leading to the development of more effective treatment and improved surgery outcomes, one focus of study could be the associated activation of inflammasomes. The inflammasome plays an important role in the pathogenesis of liver I/R injury and has been identified as a major contributor to hepatocyte damage, immune cell activation and amplification of liver inflammation [64, 72] . In our view, examination of this role can contribute to new therapeutic strategies and/or biomarkers in the field of liver diseases.
The present review aims to summarize the role of inflammasome in the pathogenesis of hepatic I/R injury. Moreover, we highlight the mechanisms involved in activation of the complex with a clear distinction between steatotic and non-steatotic livers and between warm and cold I/R. Finally, we describe the most up to date therapeutic strategies as well as some of the scientific controversies in the field. This may be useful to guide the design of better experimental models and transfer the benefits of successful therapeutic interventions into clinical application in liver surgery.
Inflammasome in Warm Ischemia-Reperfusion Associated with Liver Resection

Role of Inflammasome in Experimental Models of Warm Ischemia-Reperfusion Injury without Hepatic Resection
In 2011, Zhu et al. discovered that caspase-1 and NLRP3 are increased, in an experimental model of partial (70%) warm ischemia for 60 min in mice. Utilizing advances in molecular biology, that provide novel gene therapy options for experimental treatments in liver disease and hepatic surgery, they were able, in addition, to observe that gene silencing of NLRP3 via shRNA plasmid suppressed the activation of hepatic caspase-1, protecting against I/R injury [101, 102] . This gene therapy was associated with reduced production of the pro-inflammatory cytokines IL-1β, IL-18, TNF-α, and IL-6; reduced production of DAMP (HMGB1, an early mediator of injury and inflammation in liver I/R) and reduced inflammatory cell infiltration [101] . Further uses of gene therapy techniques include, for instance, suppression of the ROS burst by superoxide dismutase and catalase transfection by either adenovirus, liposomes or polyethyleneglycol [3, 103, 104] . To inhibit apoptosis, overexpression of Bag-1 and Bcl-2, mainly by using adenovirus has been tested [3] . To limit neutrophil activation, reduction in ICAM-1 expression was obtained by using liposomes [105] . Cytoprotective strategies based on the expression of heme oxygenase-1 (HO-1), anti-inflammatory cytokine IL-13 and IL-1RA and inhibition of IκBalpha have been developed employing adenoviral or liposome vector [103, 104, [106] [107] [108] [109] . However, given the experimental data, there are a number of problems inherent in gene therapy, such as vector toxicity and difficulties in increasing appropriate transfection efficiencies [110] .
Interestingly, Inoue et al., also found that partial (70%) hepatic warm ischemia for 60 min in mice up-regulated NLRP3, but not ASC [111] . Therefore, NLRP3−/− mice, but not ASC−/− and caspase-1−/− mice, showed reduced inflammatory responses and apoptosis following hepatic I/R. NLRP3-/-mice, but not ASC−/− induced changes in IL-1β. In addition, authors also observed that hepatic I/R injury was attenuated in IL-1β−/− mice. Moreover, authors suggested that NLRP3 regulates inflammatory response including IL-1β levels and recruitment of neutrophils in hepatic I/R independently of the inflammasome [111] . Contrarily, in an experimental model of partial (70%) warm ischemia for 90 min, Kamo et al. found that ASC-deficient mice showed caspase-1/IL-1β signaling suppression, leading to protection against liver I/R damage. This was evidenced by enhancement of anti-apoptotic functions, and down-regulation of the HMGB1-TLR4-pathway [112] . The discrepancy between the studies regarding to the role of ASC and IL-1β could be a consequence of the different hepatic I/R protocol used and the extent of injury. Compared with 60 min of ischemia, 90 min induced excessive inflammation and injury in the liver [111, 112] . In addition, it should be noted that timing of ischemia may all alter the mechanisms of liver I/R injury. Indeed, the role of IL-1β in hepatic I/R injury is controversial. In a model of partial (70%) warm ischemia for 90 min, Kato et al. found that there was no difference in hepatic injury between wild-type and IL-1R-deficient mice and suggested a limited role of IL-1β in hepatic I/R injury [113] . This is of scientific interest since in the study reported by Kamo et al., [112] the relevance of the changes in IL-1β induced in ASC-deficient mice was not evaluated. Moreover, the regulation of IL-1β actions on hepatic I/R damage was not determined in such conditions. Further investigation of this issue is therefore needed.
Conversely, other studies have shown up-regulation of hepatic IL-1β in I/R, after partial (70%) warm ischemia for 60 min. Mice deficient in IL-1R1 or treated with the IL-1R antagonists showed reduction in hepatic I/R injury, liver inflammation, and neutrophil infiltration [107, [114] [115] [116] . These studies did not investigate the potential relationship between inflammasome and IL-1β. However, the effects on damage indicated by the regulation of IL-1β actions are similar to those described by Inoue et al. In evaluating the potential relationship between inflammasomme and IL-1β, their results indicated that hepatic I/R injury was attenuated in IL-1β−/− mice, and that the inflammasome-independent, IL-1β-driven inflammatory responses appear to be important in hepatic I/R injury [111] . The roles of different components of inflammasome in hepatic I/R would seem, therefore, to differ, according to the percentage and timing of ischemia, requiring specific drugs for each type of intervention, to regulate the role of inflammasome.
To evaluate the mechanisms involved in inflammasome activation, different knockout and mutant mice were submitted to partial (70%) hepatic warm ischemia for 60 min [117] . Authors found that during liver I/R, the NLRP3 inflammasome is activated in Kupffer cells by endogenous extracellular histones through a TLR9-dependent pathway. Neutrophils and monocytes are thereby recruited, increasing damage in the liver [117] . Authors provide evidences that the administration of exogenous histones can activate the NLRP3 inflammasome in NLRP3-KO mice subjected to 70% of hepatic warm ischemia for 60 min, whereas anti-histone antibody treatment, which neutralizes endogenously released histones, reduced the activation of NLRP3 in wild-type mice during liver I/R. Furthermore, NLRP3 activation was reduced when TLR9 antagonist was administrated jointly with exogenous histones, suggesting that NLRP3 activation by extracellular histones is dependent on the TLR9-signaling pathway. This requires more research, as we do not yet understand fully the mechanism of uptake and delivery of histones and DNA to TLR9 [117] . In addition to the TLR9-dependent pathway, both pannexin-1 and cathepsin B are required for inflammasome activation in Kupffer cells in hepatic I/R. ATP and crystalline material, such as uric acid or cholesterol are implicated in this process [118] . Thus, treatment with pannexin-1 inhibitor and anti-cathepsin B antibody, or pannexin-1 and cathepsin B gene silencing, attenuated I/R-induced inflammasome activation and hepatic injury after 60 min of partial (70%) warm ischemia. Moreover, authors showed that treatment with the antioxidant N-acetylcysteine reduced pannexin-1 protein expression and cathepsin B release, and the depletion of Kupffer cells with gadolinium chloride decreased the expression of NLRP3 and AIM2 inflammasome and the activation of their signaling pathways [118] . However, we should be cautious regarding the evaluation of such non-specific drug interventions in the regulation of inflammasome. Effects of concomitant administration of such drugs (i.e., pannexin, cathepsin) and inflammasome regulators needs further study.
Studies have shown that X-box-binding protein 1 signaling pathway was modulated by the heat shock transcription factor 1 (HSF1)-β-catenin axis, thus regulating NLRP3 behavior [119] . In fact, results from myeloid-specific HSF1 knockout (HSF1M-KO) mice, submitted to 90 min of partial (70%) warm ischemia, indicate that HSF1 activation is required to promote β-catenin signaling, which, in turn, inhibits X-box-binding protein 1, leading to NLRP3 inactivation and reduced liver I/R injury [119] . Future investigation will be required to evaluate the extent to which the damage limitation benefits of the (HSF1)-β-catenin axis are delivered through NLRP3 inactivation. Based on the emerging function of HSF1 in protection against oxidative stress-induced injury, it is becoming clear that HSF1-β-catenin signaling is a key player in the regulation of immunity during liver I/R injury. The development of HSF1 activators could be a potential intervention for treatment of I/R-induced liver inflammation [119] . Nevertheless, it remains to be seen whether these results, obtained at 90 min of hepatic ischemia, will be mirrored in procedures involving up to 60 min of ischemia, as is often the case in hepatic resections. As previously mentioned in Section 1 of the current review, the mechanisms responsible for hepatic I/R and consequently the strategies required to regulate hepatic I/R damage might differ according to the duration of ischemia. Thus, the ischemic timing regime might be crucial in hepatic I/R studies evaluating the effects of, and potential relationship between (HSF1)-β-catenin axis and NLRP3 activity.
Treatment with 3,3',5-triiodothyronine (T3) in livers submitted to 60 min of partial (70%) warm ischemia reduced the levels of NLRP3 and IL-1β [120] . This pharmacological strategy induced the expression of antioxidant (NF-κB, Nrf2), anti-apoptotic and acute-phase (NF-κB, STAT3), and cell proliferation (AP-1, STAT3) proteins [120] [121] [122] [123] [124] . The mitigation of I/R liver injury, including the anti-inflammatory response, using T3 was negated by the parallel administration of an AMPK inhibitor (compound C), resulting in aggravation of the hepatic damage. This study did not investigate the role of inflammasome in the changes induced. In addition, it should be considered that neither T3 nor the AMPK inhibitors used by the authors are drugs specifically designed to regulate inflammasome action. Another experimental strategy involved administering of docosahexaenoic acid, a main component of Omega (ω)-3 polyunsaturated fatty acids, which protects against I/R damage in livers undergoing 30 min of total warm I/R injury [125, 126] . Evaluating the contribution to inflammasome regulation, the authors suggest that the underlying mechanisms of docosahexaenoic acid include activation of PI3K/Akt pathway and the inhibition of proteins such as NLRP3, ASC and cleaved caspase-1 involved in pyroptosis, a highly inflammatory form of non-apoptotic and caspase-1-dependent programmed cell death [126, 127] . In addition, scrutiny of TUNEL staining suggested that docosahexaenoic acid suppressed pyroptosis [126] . However, it should be noted that DNA damage, marked by TUNEL staining, is identical in both pyroptosis and apoptosis [89] . Since pyroptosis is defined by the presence of both active caspase-1 and propidium iodide positivity [89] , measurement of the aforementioned parameters by flow cytometry could be of interest to further characterize the presence and relevance of pyroptotic cell death in liver I/R injury in such conditions. Moreover, specific inhibitors of inflammasome need to be examined under conditions of different warm ischemia times and percentages. A recent study shows that treatment with Serp-2, a virus-derived inhibitor of apoptosis and inflammasome, regulates the levels of caspase-1, 8 and 10, improving the survival of mice submitted to 90 min of partial (70%) warm ischemia [128] . Interestingly, a study by Yang et al., using an experimental model of hepatic I/R based on 45 min of 70% warm ischemia, showed that Z-VD-fmk, a pan-caspase inhibitor (including caspase-1), had no effect on I/R injury or on the number of TUNEL-positive cells and staining pattern (nucleus and cytosol) [129] . The authors noted the minor role of apoptosis, thus contesting a relevant role for inflammasome or pyroptosis in hepatic I/R, at least in conditions of 90 min of partial (70%) warm ischemia [128] or 30 min of total warm I/R injury [126] . Data suggest that future research should be focused on detailing the type of cell death (necrosis, apoptosis and/or pyroptosis) and the signaling mechanisms of cell death, to identify specific targets for attenuating hepatic I/R injury. The administration of the Chinese herbal-derived Xuebijing in mice submitted to 90 min of partial (70%) ischemia did not induce changes in the expression of NLRP3 and ASC per se, but decreased the cleavage of pro-caspase-1 and pro-IL-1β, which is known to be the key step in the processing of mature IL-1β within the inflammasome [130] . Authors suggest that Xuebijing affected the assembly or function of inflammasome rather than the protein expression of inflammasome components and this ameliorated hepatic I/R injury [130] . However, this experiment offered no specific scrutiny of inflammasome action, and it should be noted that the hepatoprotective effect of Xuebijing could be partly due to inhibition of the expression of pro-inflammatory cytokines.
It has been well-documented that inflammatory immune responses diminish under conditions of food deprivation [131] . After 12 h of fasting, mice submitted to 60 min of partial (70%) warm ischemia showed reduced inflammatory responses, evidenced by increases in β-hydroxybutyric acid expression, up-regulation of acetylated histone-3 and the activation of Forkhead box protein O1 and HO-1. In addition, HMGB1 expression was reduced and NF-κB and NLRP3 inactivated [132] . Moreover, authors suggest that the up-regulation of autophagy induced by Forkhead box protein O1 may also play an important role in suppressing liver I/R injury. Starvation for 48-72 h reduced liver I/R injury by up-regulating anti-oxidative enzymes or autophagy and fasting for 1 day can prevent mouse liver I/R injury via the Sirtuin1-mediated down-regulation of circulating HMGB1 [133] [134] [135] . These findings strongly suggest the importance of dietary control for preventing I/R injury. However, fasting effects on hepatic I/R damage have yet to be interrogated for the specific role of inflammasome.
The observations recorded above, summarized in Figure 2 , emanate from studies of non-steatotic livers only. In our view, it is crucial to widen the parameters of research to incorporate parallel findings in relation to the presence of steatosis. Given that the prevalence of obesity ranges from 24-45% of the population, we expect a progressive increase in the appearance of steatosis in hepatic surgical practice. The use of experimental models that simulate as far as possible the surgical conditions present in clinical practice, including the use of steatotic livers, might help to identify the best therapeutic strategies to protect these types of liver. It is well known that steatotic livers exhibit greater regenerative failure response and reduced tolerance to I/R injury. The mechanisms involved in the pathology of I/R and consequently the therapeutic strategies that should be applied in the clinical surgery may vary with the presence or absence of steatosis. 
Role of Inflammasome in Experimental Models of Hepatectomy without Ischemia-Reperfusion
Activation of the inflammasome in the liver has been described after 70% partial hepatectomy (PH) [136] . Interestingly, after PH, the liver-to-body weight ratio and the expression of regenerative mediators (Ki67, and cyclins D1 and E1) and pro-inflammatory cytokines (IL-1β, TNF-α, and IL-6), showed a decrease in NLRP3-KO mice when compared to control mice [136] . The authors indicate that NLRP3 signaling is required for the induction of inflammatory response and the development of liver regeneration, after 70% PH [136] . Previous studies demonstrated that the adequate inflammatory response for optimal liver regeneration requires induction by inflammatory cytokines (IL-1β, TNF-α, and IL-6). However, liver regeneration is, itself, induced by TNF-α and IL-6, thus, the hypothesis that increased TNF-α and IL-6 contribute to NLRP3-mediated liver regeneration should be tested [137] [138] [139] . Interestingly, contradictory results have been described after dexmedetomidine treatment. Results in mice with 70% PH indicate that treatment with dexmedetomidine, a highly selective agonist of α2-adrenergic receptors, protected the liver against I/R injury via the suppression of the TLR4/NF-κB pathway. This promoted liver regeneration and liver function recovery via NLRP3 inflammasome inhibition [140] . It is well known that inflammation is usually beneficial for the host and leads to both neutralization of the causative factor and tissue recovery. However, under certain conditions, when "inflammatory machinery" is not properly orchestrated, inflammation may lead to significant pathology. The pathogenic role of inflammasome in many types of liver disease is well documented [141, 142] . For instance, the NLRP3 inflammasomes, activated by telomere-independent repressor activator protein 1 (RAP1)/keratinocyte chemoattractant axis, played a critical role in initiating inflammation during the early stage of liver graft injury. Therefore, whether NLRP3 increased inflammatory response due to inflammasome activation is beneficial for liver recovery requires further investigation, especially, considering that the two studies mentioned above employed different strategies. Ando et al. [136] used a specific subject sample: NLRP3-KO mice, whereas Lv et al. [140] used an exogenous and non-specific treatment: dexmedetomidine. In addition, an experimental model of 70% PH in mice with genetically inbred resistance to CCl4-induced fibrosis (through A/J allele of Nlrc4, which modulates the resolution of hepatic fibrosis), found that the NLR family NLRC4 inflammasome-driven production of inflammatory cytokine signaling (TNF-α, IL-1β, and IL-18) led to benefits on damage and hepatocyte proliferation [143] . Further investigations characterizing the NLRC4 inflammasome and its association to liver regeneration will potentially provide new insights for treatment of liver disease. In addition, comparative studies evaluating the relevance of NLRP3 or NLRC4 regulators on liver regeneration after 70% PH should be evaluated.
Overall, results pertaining to the beneficial/detrimental effects of inflammasome activation on liver regeneration in 70% PH, are contradictory (Figure 2 ). Before insights for improving liver surgery can be properly interpreted, further studies are needed to isolate and compare the different strategies deployed and the effects of non-specific drugs, such as dexmedetomidine, in different subject samples and experimental models. Moreover, as with investigations in warm I/R, the studies mentioned above have been mainly focused in non-steatotic livers. As previously expounded, hepatic steatosis must be subjected to dedicated research if we are to gain the most far-reaching benefits for clinical practice.
Role of Inflammasome in Experimental Models of Hepatic Resection under Vascular Occlusion
In previous sections: Sections 3.1.1 and 3.1.2, we show that inflammasome inhibition could be beneficial in conditions of warm I/R, but inflammasome activation may be necessary for liver regeneration after PH. Of note, in clinical practice PH is usually performed under vascular occlusion (I/R) to control bleeding during parenchymal dissection [41] . In addition, the following should be noted: the existence of liver regeneration may alter the mechanisms of liver I/R injury, and hepatic I/R negatively affects liver regeneration. Thus, it may not be appropriate to extrapolate from the strategies reported to date aimed at regulating inflammasome activation in warm ischemia or PH, to infer comparable beneficial effects in conditions requiring PH under I/R. Experimental models reflecting common clinical conditions are needed. The ensuing development of damage-limiting therapeutic strategies could be implemented in clinical practice in relatively short order [144] .
To our knowledge, only Liu et al. have addressed the role of the inflammasome in an experimental model of PH with I/R (Figure 2 ) [145] . Authors used wild-type and RAP1−/− mice subjected to partial hepatic I/R for 45 min and major PH [145, 146] . In RAP1−/− mice, the expression levels of NLRP3, ASC, NF-κB, and P-p38 MAPK were down-regulated, in contrast to those observed in wild type. In addition, liver function improved and inflammatory response decreased in RAP1−/− mice [145] . Strategies targeting RAP1/NLRP3 inflammasome will need further experimentation to determine whether the changes induced potentially have clinical relevance for liver resections with I/R.
Clinical Results of Inflammasome Activation in Liver Resection
A clinical study proposed inflammasome components as prognostic biomarkers after liver resection in HCC [147] , which is both necessary and relevant in clinical practice. Expression of inflammasome components in non-tumorous tissue was evaluated for its influence on postsurgical HCC prognosis. Both primary HCC tumor tissue and surrounding corresponding non-tumorous tissues were analyzed. Interestingly, the expression of NLRP3, NLRC4, and AIM2 increased in corresponding normal tissue compared to that in HCC. Moreover, these results were significantly correlated with worse overall survival. The authors concluded that high expression of NLRP3, NLRC4, and caspase-1 in background non-tumorous liver significantly correlate with poor prognosis of patients after resection of HCC [147] . In addition, they found that higher expression of inflammasome component genes was related, not only to the pre-operative liver pathological status of the liver, such as decreased prothrombin time and viral infection type, but also to tumor factors including tumor size and growth type [147] . However, the study had limitations, not least, by virtue of being a single-institute retrospective. Further research into the underlying mechanisms involved in the effect of inflammasome on carcinogenesis or tumor malignancy is needed and could provide targets for HCC therapy.
Inflammasome in Cold Ischemia-Reperfusion Associated with Liver Transplantation
Role of Inflammasome in Experimental Models of Ex Vivo Liver Transplantation
The NLRP3 inflammasome pathway has recently been studied in cold storage conditions or hypothermic oxygenated perfusion (HOPE) machine in an ex vivo LT model from cardiac-circulatory death (DCD) donors [148] (Figure 3 ). HOPE is a relatively new dynamic preservation procedure which improves liver grafts through different mechanisms, one of which may be the inhibition of the thioredoxin-interacting protein/NLRP3 inflammasome pathway [149] [150] [151] . In this ex vivo experimental study, rat livers were submitted to 30 min of warm ischemia, followed by 3 h with HOPE and only up to 1 h of isolated reperfusion [148] . It is important to mention that for the evaluation of drugs with potential therapeutic effects in LT, the use of an in vivo LT model is recognized as the standard method. Indeed, the lack of blood in the ex vivo experimental model cannot simulate the surgical conditions occurring in clinical LT. Notwithstanding, the use of HOPE could be replicated in an in vivo experimental model of LT, to induce NLRP3 inflammasome activation regulation. In the following section we describe such an experiment, with a prolonged reperfusion period, as commonly used in clinical practice. 
Role of Inflammasome in Experimental Models of In Vivo Liver Transplantation
The up-regulation of ASC in grafts submitted to LT induces the production of IL-1β, which mediates the inflammatory response. In addition, treatment with Ac-YVAD-CMK, a selective irreversible inhibitor of caspase-1, reduced the production of IL-1β and attenuated inflammation in recipients [152] . Interestingly, Ac-YVAD-CMK has also reduced the expression of ASC, suggesting that some feedback mechanisms could be operating. This possibility should be further investigated since the derived results may provide new therapeutic targets in the clinical setting. Similarly, I/R injury was mitigated and inflammatory cytokines (TNF-α, IL-4, IL-10 and TGF-β) regulated, in an experimental model of LT using pre-treatment with tanshinone IIA, an active compound derived from traditional Chinese medicine [153] . These effects were attributed to down-regulation of the TLR-4/NF-κB/NLRP3 pathway, thus promoting activation of the PTEN/PI3K/AKT-PCNA axis in Kupffer cells [153] . It should be noted that these results could equally be the result of improvement in the liver graft quality prior to removal from the donor, as to improvement following implantation, because the pre-treatment with tanshinone IIA was administered to both donors and recipients one week before LT was performed. Thus, further investigations, aimed at differentiating the effects of tanshinone IIA when administered in either donors or recipients as well as in both donors and recipients, could be of scientific and clinical interest. Research focused on developing therapeutic strategies aimed at improving the quality of liver grafts before implantation in the recipient could yield a double benefit. Not only would survival rates and post-operative recovery improve, but the donor pool could be significantly broadened by upgrading the health status of the donor organ prior to removal. In large animal models, inflammasome activation has been studied in allografts preserved in machine perfusion and submitted to LT [154] . Results indicated that NLRP3 inflammasome regulates inflammatory response (reducing IL-18 and increasing IL-1RA levels) [154] . Experimental LT with large animals, to evaluate the role of NLRP3 inflammasome activity needs to be conducted by submitting liver grafts to static cold storage rather than machine perfusion. It is the most commonly used organ preservation method. Static cold storage involves flushing the procured organ with preservation solution at 0-4 • C, then immersing it into preservation solution at the same temperature until transplantation, whereas machine perfusion involves pulsatile perfusion of the liver with a hypothermic perfusate or with a normothermic perfusate.
Further investigations will be necessary to evaluate whether these data mentioned above, which have been evaluated in in vivo LT from non-cadaveric donors [152] [153] [154] might be also extrapolated in preclinical studies from cadaveric donors, in order to mimic the surgical clinical conditions. Indeed, the results obtained in non-cadaveric donors might be different to those obtained from cadaveric donors. Deceased donation comprises two types: donation after DCD and donation after brain death (BD); the fundamental distinction being the diagnostic criteria for death. DCD refers to death confirmed using circulatory criteria. The standard model for organ retrieval from deceased donation however is BD, which refers to death using neurological criteria. The potential contribution of DCD to overall deceased donor numbers varies internationally (4-20% of transplanted grafts). However, in clinical practice, around 80% of grafts are currently procured from brain-dead donors. Briefly, BD and cardiac arrest induce the release of various pro-inflammatory mediators, up-regulation of adhesion molecules on vascular endothelium and subsequent leukocyte tissue infiltration. This might affect the quality of liver grafts and the post-operative outcomes. Indeed, protective strategies, such as preconditioning, which are able to reduce damage in LT from non-BD donors is not useful in the presence of BD. This might also occur with NLRP3 inflammasome regulators.
In addition to the studies of LT from non-cadaveric donors mentioned above (summarized in Figure 3 ), the NLRP3 inflammasome activation has been studied in a porcine LT from DCD donors. Organs were submitted to 30 min of warm ischemia, 2 h of cold ischemia and preserved in a hypothermic machine perfusion system for 2 h before the implantation of liver grafts in the recipient. Mcc950, a novel NLRP3-inflammasome selective small-molecule inhibitor, was added to the perfusate of the hypothermic machine perfusion and administered to recipients [155] . The study shows that the addition of Mcc950 improved the outcomes of LT from DCD donors via inhibition of the inflammatory response, reduction of hepatocyte apoptosis, and improvement of liver function (Figure 3 ) [155] . In the context of clinical practice, the encouraging results of this experiment in regulating NLRP3 activity in DCD donations with short ischemic periods, urges increased efforts to minimize both warm ischemia and cold ischemia times during DCD organ procurement and transplantation in order to improve the viability of liver grafts and recipients after LT [156, 157] . Further investigation of the role of the NLRP3 inflammasome pathway in LT from DCD donors is recommended to assess the potential for replicating these results in LT from BD donors. However, major differences between DCD and BD have been observed regarding the mechanisms that procure detrimental effects in LT post-operative outcomes [158] .
Clinical Results of Inflammasome Activation in Liver Transplantation
In a review of 76 liver transplant patients, Liu et al. examined standard and fatty liver grafts from living donors after LT [145] . Interestingly, the intragraft expression of both NLRP3 inflammasome and telomere-independent RAP1, were up-regulated post-transplantation in fatty liver grafts from living donors. Moreover, overexpression of RAP1/NLRP3 was strongly associated with poor liver function characterized by high levels of transaminases and urea, as well as neutrophil infiltration after LT. It is well known that severe steatosis is associated with a higher incidence of graft failure after LT [159] . The increased susceptibility of fatty livers to I/R injury and poor post-LT functioning might, these authors suggest, depend on this up-regulation in RAP1/NLRP3 expression [145] . They further propose, following a study indicating that fatty acids activated NLRP3 inflammasomes to stimulate the immune cells in mice [91] , that NLRP3 inflammasome is responsible for the susceptibility of steatotic liver grafts to I/R injury. However, further preclinical and clinical investigations will be necessary to confirm this, since in the study did not examine the effects of regulation of NLRP3 on hepatic damage in steatotic grafts.
A clinical study of 190 patients, which focused on post-transplantation bacterial infection identified donor gene polymorphisms involved in NLRP3 inflammasome activation as representing a risk of bacterial infection prior to surgery [160] . In fact, polymorphisms in C7 (for soluble membrane attack complex formation) and mannan-binding lectin, were associated with bacterial infection and with decreased levels of recipient C7 protein expression, soluble membrane attack complex, and IL-1β. Anti-bacterial defense mechanisms of C7 may, the authors propose, involve membrane attack complex formation, since in in vitro experiments have shown that the membrane attack complex triggered NLRP3 inflammasome activation and IL-1β release [160] . However, as suggested by the authors, these results require further evaluation in other larger cohort studies.
The indication that up-regulated NLRP3 inflammasome is implicated in the increased vulnerability of living donor steatotic livers to I/R injury and bacterial infection in LT is reflected in clinical hepatic resection practice. Furthermore, the high expression of hepatic NLRP3 correlates with poor prognosis of patients after resection of HCC.
Future Perspectives and Conclusion
I/R injury and impaired regeneration associated with resection and LT, especially in steatotic livers, has been for many years an unsolved problem in clinical practice. Dedicated research needs to focus on the role of inflammasome and potential regulatory regimes to improve liver surgery outcomes. Special attention should be paid to the different types of livers (steatotic and non-steatotic) and the different surgical procedures (PH with I/R and LT from BD, DCD or living donors). A better understanding will help increase the quality and viability of organs submitted to surgery, reduce post-operative problems, and increase the availability of suitable grafts for transplantation, which will ultimately reduce the waiting lists.
Controversial results have been described in experimental models of warm I/R and PH. Thus, it has been reported that NLRP3 contributes to hepatic I/R injury independently of the ASC, whereas other studies describe ASC activation after warm I/R. These contradictory results could be explained by the use of different durations of I/R (60 or 90 min). In addition, whereas several authors indicate that the inhibition of inflammasome activation in conditions of warm I/R reduces caspase-1/IL-1β, TNF, IL-18 and HMGB1 production and, this in turn protects against hepatic damage, whether through NLRP3 or ASC, other authors indicate that inflammasome activation could be necessary for liver regeneration after PH. Interestingly, in clinical practice, PH is usually performed under vascular occlusion. The only experimental study focused in PH with I/R suggests targeting RAP1/NLRP3 inflammasomes to protect the liver against I/R injury. What is clear is that results from both clinical practice and experimental studies to date have provided much new ground for investigation into the role of the inflammasome in liver resections. In our view, appropriate experimental models of liver resections and the use of specific drugs, without side effects, aimed at regulating inflammasome activation in such surgical procedures might be of scientific and clinical interest.
Preclinical results in LT from non-steatotic livers and without the presence of BD, suggest that inhibition of ASC or NLRP3 inflammasome pathways may attenuate liver I/R injury. However, in clinical practice, BD represents the main source of LT donation. BD is a detrimental condition for organ drafts and its effects may be responsible for disruptive change in the inflammasome pathway. Thus, further studies will be required to identify whether reported research results might be mirrored in LT from BD donors.
Clinical data suggest that NLRP3, NLRC4, and caspase-1 expression correlates with poor prognosis in patients after resection of HCC. However, there has been, to date, very little analysis or scrutiny of clinical PH and LT practice for indications of the role of inflammasome in different outcomes. In our view, future research in similar experimental models that closely reproduce the clinical conditions (i.e., experimental models of HCC and hepatectomy under vascular occlusion) will be required to understand the involvement of the inflammasome in the pathophysiology of I/R in liver resections. Such research, and the consequential development of protective interventions, would enable the more successful transposition of therapeutic strategies designed in animal models to the hospital ward and operating theatre. Likewise, in LT from living donors, the up-regulation of NLRP3 inflammasome is considered as a risk factor for poor tolerance of I/R injury in steatotic livers. Further investigations will also be required to elucidate whether the changes in NLRP3 inflammasome observed in steatotic LT from living donors are also evidenced in LT from DCD or BD donors. Considering that progress in the study of human subjects is slow, the majority of human tissues are not being routinely accessible for research, the use of experimental models is the best options for examining the relevance of inflammasome in hepatic I/R injury. We recognize the very real complications of transferring research knowledge between applications i.e., into clinical practice. Multidisciplinary research groups could usefully devote additional efforts to evaluating the role of inflammasome in experimental models of LT that simulate as closely as possible the real clinical conditions (e.g., using grafts from DCD or BD donors, with properly calibrated ischemia times, among other factors) to better understand the pathophysiology of hepatic I/R, especially in steatotic liver grafts. The ultimately aim must be to develop therapeutic strategies aimed at improving graft viability, thus increasing the organ donor pool and the post-operative outcomes after LT.
In hepatic I/R associated with hepatic resections and LT, and in line with suggestions made by other authors in different pathologies [69] , future research should be focused on elucidating the molecular mechanisms of inflammasome activation in order to identify specific and effective NLRP3 inhibitors or inhibitory pathways and assess their therapeutic potential. A number of NLRP3 inhibitors have been reported to date, including those that either directly inhibit NLRP3 or indirectly inhibit inflammasome components or related signaling events.
It has been reported that the high expression of inflammasome components in non-tumorous liver tissue of HCC might provide good prognostic biomarkers in curatively HCC resection. In the clinical practice of hepatic resections and LT, standard therapeutic approaches do not reference changes to inflammasome components or prognostic biomarkers such as NLRP3 or caspase-1. Addressing this issue in future investigations might be of clinical and scientific relevance. The clinical field suffers currently from a paucity of reliable, accessible markers for predicting the risks of post-operative failure, loss of function and infection, among others in, for example, the transplantation of livers with steatosis. Indeed, transaminases and specifically alanine aminotransferase, are commonly used as liver damage markers, despite compromised reliability given that some patients suffering from non-alcoholic fatty liver disease do not present high alanine aminotransferase levels [161] . During procurement of the graft in the donor, the gold standard to assess hepatic steatosis is a histological analysis [35] . Nevertheless, it is important to note that liver biopsy has a significant interobserver variability and is inadequate for continuous monitoring. The use of sensitive and specific biomarkers could simplify liver injury assessment and improve the timely management of post-operative complications, especially in surgery involving steatotic livers.
Additional investigations are required to elucidate whether PAMPs derived from the gut and DAMPS derived from the liver during the splanchnic congestion that occurs in the anhepatic phase of LT might negatively affect the viability of liver grafts submitted to LT. If this is the case, the regulation of inflammasome activation might be useful to reduce both local and systemic inflammatory responses associated with LT. Determination of the mechanisms involved and the feasibility and value of the different regulatory procedures available should be directly applicable to clinical practice in liver resections and LT. 
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